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AB WO 8910413 A UPAB: 20000831 

Replicatable and hybridisable recombinant single-stranded RNA probe 
moK 

(PM) comprises (a) a recognition sequence for the binding of an 
RNA-directed ***RNA*** ***polymerase*** , (b) a sequence 
required 

for the initiation of prod, strand synthesis by the polymerase, and (c) a 
heterologous RNA sequence inserted at a specific site in the internal 
region of the recombinant molecule and complementary to an oligo- or 
polynucleotide (I) of interest. 

USE/AD VANTAGE - The probes may be used to determine the 
presence or 

concn. of (I) in a sample and for determining the presence or concn. of 
several different (I). A specific complex between PM and (I) is formed by 
hybridisation and after removal of unhybridised PM, incubation with an 
RNA-directed ***RNA*** ***polymerase*** effects 
♦**ampIification*** of the remaining probes. The recombinant-RNA 
PM's 

synthesised are then detected to determine the presence or concn. of (I). 

In an example, four different RNA's were prepd. by transcription in 
vitro MDV-1, MDV-Poly, MDV-fal-un and MDY-fal st. Electrophoretic 
analysis of these transcripts demonstrated that the recombinants which 
contained probe sequences could be distinguished easily fi-om the other 
transcripts by their relative mobility. The transcripts were then isolated 
from the reaction mixt. and used as templates for the synthesis of 
additional RNA by Qbeta replicase. Kinetic analysis of the amt. of RNA 
synthesised in the Qbeta replicase reactions demonstrated that both the 
structured and unstructured recombinant RNA's were excellent templates 

for 

exponential replication. Electrophoretic analysis of the RNA synthesised 
in each Qbeta replicase reaction, showed that the prods, were 
homogeneous 

replicates of the original transcripts. 
0/11 

ABEQ EP 346594 B UPAB: 1 9950705 

A replicatable and hybridisable recombinant single-stranded RNA probe 
molecule comprising: (a) a recognition sequence for the binding of an 
RNA-directed ***RNA*** ***polymerase*** ; (b) a sequence 

required 

for the initiation of product strand synthesis by the polymerase; and (c) 
a heterologous RNA sequence complementary to a specific nucleic acid 
sequence of an infectious agent and inserted at a specific site in the 



1. Document ID: US 6338954 Bl 
L7: Entiy 1 of 24 



File: USPT 



complementary to the region to be amplified; (3) transcription of the cDNA 
strand with T7 RNA polymerase; and (4) reverse 

transcriptase-mediated dideoxy sequencing of the resultant mRNA transcript. 
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DOCUMENT-IDENTIFIER: US 6338954 Bl 

TITLE; Method for the non-specific amplification of nucleic acid 

Abstract Paragraph Left (1): 

The present invention is concerned with a method for generating, in a non 

specific manner, multiple copies of RNA from a pool 

mRNA's. Such a method is of particular importance in techniques for 

screening the differences in expression in given cell types or 

in cells under specific conditions. The present invention provides a 

non-selective poly A mRNA labeling and amplification method, 

i.e. a method not encompassing cDNA synthesis. The present invention is 

directed to a method for amplifying RNA by creating, in a 

non specific manner, multiple RNA copies starting from nucleic acid 

containing starting material comprising a pool of mRNA's each 

mRNA comprising a poly-A tail, wherein the material is contacted 

simultaneously with an oligonucleotide comprising an oligo-dT 

sequence, and oligo-dT sequence is blocked at the 3' end, the sequence of a 

promoter recognized by an RNA polymerase and a 

transcription initiation region which is located between the oligo-dT sequence 
and the sequence of the promoter, and further with 

an enzyme having reverse transcriptase activity, an enzyme having RNase H 

activity and an enzyme having RNA polymerase activity 

and the necessary nucleotides and the resulting reaction mixture is maintained 

under the appropriate conditions for a sufficient 

amount of time for the enzymatic processes to take place. 

Brief Summary Paragraph Right (9): 

The present invention provides such a method. The present invention is 

directed to a method for amplifying RNA by creating, in a 

non specific manner, multiple RNA copies starting from nucleic acid 

containing starting material comprising a pool of mRNA's each 

mRNA comprising a poly-A tail, wherein the material is contacted 

simultaneously with an oligonucleotide comprising an oligo-dT 

sequence, the sequence of a promoter recognized by a RNA polymerase and 

a transcription initiation region which is located between 

the oligo-dT sequence and the sequence of the promoter, and further with an 

enzyme having reverse transcriptase activity, an 

enzyme having RNase H activity and an enzyme having RNA polymerase 

activity and the necessary nucleotides and the resulting 

reaction mixture is maintained under the appropriate conditions for a 

sufficient amount of time for the enzymatic processes to 

take place. 
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DOCUMENT-IDENTIFIER: US 6291 170 Bl 
TITLE: Multi -genes expression profile 



Brief Summary Paragraph Right (7): 

Four steps are used in RAWTS: (1) first strand cDNA synthesis from total 
RNA or mRNA using oligo(dT) or an mRNA-specific oligo 
primer, dNTPs, and reverse transcriptase; (2) PGR, wherein one or both 
primers contain a T7 phage promoter attached to a sequence 



3. Document ID: US 6271002 Bl 
L7: Entry 3 of 24 

File: USPT 

Aug 7, 2001 



DOCUMENT-IDENTIFIER: US 6271002 Bl 
TITLE: RNA amplification method 



Brief Summary Paragraph Right (13): 

In one embodiment, the invention is directed to a method for amplifying at 

least one mRNA in a sample containing a plurality of 

different mRNAs comprising (a) synthesizing first strand cDNA by contacting 

under conditions conducive to reverse transcriptase 

activity at least one mRNA in said sample with (i) reverse transcriptase, and 

(ii) a first primer that is sufficiently 

complementary to a sequence in the mRNA so as to prime synthesis in a 

direction toward the 5' end of the mRNA; (b) synthesizing 

double-stranded cDNA by contacting under conditions conducive to DNA 

polymerase activity the first strand cDNA with (i) a first 

DNA polymerase, and (ii) a second primer that is sufficiently complementary 

to a sequence 5' to said first primer sequence in said 

first strand cDNA so as to prime synthesis in a direction toward said first 

primer sequence; wherein neither said first primer nor 

said second primer comprises an RNA polymerase promoter sequence in 

sense or antisense orientation; (c) amplifying the 

double-stranded cDNA by subjecting the double-stranded cDNA to a single 

round of polymerase chain reaction (hereinafter "PCR") of 

20 cycles or less, wherein DNA is synthesized by use of a second DNA 

polymerase and a primer pair comprising a forward primer and 

a reverse primer, said forward primer and said reverse primer each being 

sufficiently complementary to a different strand of said 

double-stranded cDNA so as to prime synthesis in a template-dependent 

manner, wherein said forward primer or reverse primer 

comprises an RNA polymerase promoter sequence in sense or antisense 

orientation; and (d) transcribing resultant amplified DNA into 

cRNA by contacting the amplified DNA with an RNA polymerase specific 

for said RNA polymerase promoter sequence introduced in step 

(c) under conditions conducive to RNA polymerase activity, such that cRNA 

is produced. 

Brief Summary Paragraph Right (16): 

In another embodiment, the invention is directed to a method for comparing 

the presence or amount of at least one mRNA of interest 

in a first sample and in a second sample, said first sample and said second 

sample each containing a plurality of different mRNAs 

from one or more cells, comprising: (a) synthesizing first strand cDNA by 

contacting under conditions conducive to reverse 

transcriptase activity at least one mRNA in said first sample with (i) reverse 
transcriptase, and (ii) a first primer that is 

sufficiently complementary to a sequence in the mRNA so as to prime 

synthesis in a direction toward the 5' end of the mRNA; (b) 

synthesizing double-stranded cDNA by contacting under conditions 

conducive to DNA polymerase activity the first strand cDNA with 

(i) a first DNA polymerase, and (ii) a second primer that is sufficiently 

complementary to a sequence 5' to said first primer 

sequence in said first strand cDNA so as to prime synthesis in a direction 

toward said first primer sequence; wherein neither said 

first primer nor said second primer comprises an RNA polymerase promoter 

sequence in sense or antisense orientation; (c) 

amplifying the double-stranded cDNA by subjecting the double-stranded 

cDNA to a single round of PCR of 20 cycles or less, wherein 

DNA is synthesized by use of a second DNA polymerase and a primer pair 



comprising a forward primer and a reverse primer, said 

forward primer and said reverse primer each being sufficiently 

complementary to a different strand of said double-stranded cDNA so 

as to prime synthesis in a template-dependent manner, wherein said forward 

primer or reverse primer comprises an RNA polymerase 

promoter sequence in sense or antisense orientation; (d) transcribing resultant 

amplified DNA into cRNA by contacting the 

amplified DNA with an RNA polymerase specific for said RNA polymerase 

promoter sequence introduced in step (c) under conditions 

conducive to RNA polymerase activity, such that cRNA is produced; (e) 

labeling the cRNA produced in step (d) with a first label; 

(0 repeating steps (a)-(d) with said second sample; (g) labeling the cRNA 

produced in step (f) with a second label 

distinguishable fi-om said first label; (h) detecting or measuring the mRNA of 

interest in the first sample by contacting the cRNA 

labeled with said first label with a polynucleotide probe capable of 

hybridizing to said cRNA of the mRNA of interest under 

conditions conducive to hybridization; and detecting any hybridization that 

occurs between said probe and said cRNA; (i) detecting 

or measuring the mRNA of interest in the second sample by contacting the 

cRNA labeled with said second label with said 

polynucleotide probe capable of hybridizing to said cRNA of the mRNA of 

interest under conditions conducive to hybridization; and 

detecting any hybridization that occurs between said probe and said cRNA; 

and (j) comparing the mRNA of interest detected or 

measured in said first sample with the mRNA of interest detected or 

measured in said second sample. 

Detailed Description Paragraph Right (61): 

In one embodiment, the invention is directed to a method for amplifying at 
least one mRNA in a sample containing a plurality of 

different mRNAs comprising (a) synthesizing first strand cDNA by contacting 
under conditions conducive to reverse transcriptase 
activity at least one mRNA in said sample with (i) reverse transcriptase, and 
(ii) a first primer that is sufficiently 

complementary to a sequence in or adjacent to the poly A tail in the mRNA 

so as to prime synthesis in a direction toward the 5' 

end of the mRNA; (b) synthesizing double-stranded cDNA by contacting 

under conditions conducive to DNA polymerase activity the 

first strand cDNA with (i) a first DNA polymerase, and (ii) a second primer 

that is sufficiently complementary to a sequence 5' to 

said first primer sequence in said first strand cDNA so as to prime synthesis 

in a direction toward said first primer sequence; 

wherein neither said first primer nor said second primer comprises an RNA 
polymerase promoter sequence in sense or antisense 
orientation; (c) amplifying the double-stranded cDNA by subjecting the 
double-stranded cDNA to a single round of polymerase chain 
reaction (hereinafter "PCR") of 20 cycles or less, wherein DNA is 
synthesized by use of a second DNA polymerase and a primer pair 
comprising a forward primer and a reverse primer, said forward primer and 
said reverse primer each being sufficiently 

complementary to a different strand of said double-stranded cDNA so as to 

prime synthesis in a template-dependent manner, wherein 

said forward primer or reverse primer comprises an RNA polymerase 

promoter sequence in sense or antisense orientation; and (d) 

transcribing resultant amplified DNA into cRNA by contacting the amplified 

DNA with an RNA polymerase specific for said RNA 

polymerase promoter sequence introduced in step (c) under conditions 

conducive to RNA polymerase activity, such that cRNA is 

produced. 

Detailed Description Paragraph Right (80): 

In one embodiment, the invention is directed to a method for comparing the 

presence or amount of at least one mRNA of interest in 

a first sample and in a second sample, said first sample and said second 

sample each containing a plurality of different mRNAs 

from one or more cells, comprising: (a) synthesizing first strand cDNA by 

contacting under conditions conducive to reverse 

transcriptase activity at least one mRNA in said first sample with (i) reverse 
transcriptase, and (ii) a first primer that is 

sufficiently complementary to a sequence in or adjacent to the poly A tail in 

the mRNA so as to prime synthesis towards the 5' end 

of the mRNA; (b) synthesizing double-stranded cDNA by contacting under 

conditions conducive to DNA polymerase activity the first 

strand cDNA with (i) a DNA polymerase, and (ii) a second primer that is 

sufficiently complementary to a sequence 5' to said first 

primer sequence in said first strand cDNA so as to prime synthesis toward 

said first primer sequence; (c) amplifying the 



double-stranded cDNA by subjecting the double-stranded cDNA to a single 

round of PCR of 20 cycles or less, wherein DNA is 

synthesized by use of a DNA polymerase and a primer pair comprising a 

forward primer and a reverse primer, said forward primer and 

said reverse primer each being sufficiently complementary to a different 

strand of said double-stranded cDNA so as to prime 

synthesis in a template-dependent manner, wherein said forward primer or 

reverse primer comprises an RNA polymerase promoter 

sequence in sense or antisense orientation; (d) transcribing resultant amplified 

DNA into cRNA by contacting the amplified DNA 

with an RNA polymerase specific for said RNA polymerase promoter 

sequence introduced in step (c) under conditions conducive to RNA 

polymerase activity, such that cRNA is produced; (e) labeling the cRNA 

produced in step (d) with a first label; (f) repeating 

steps (a)-(d) with said second sample; (g) labeling the cRNA produced in step 
(f) with a second label distinguishable from said 

first label; (h) detecting or measuring the mRNA of interest in the first sample 
by contacting the cRNA labeled with said first 

label with a polynucleotide probe capable of hybridizing to said cRNA of the 
mRNA of interest under conditions conducive to 

hybridization; and detecting any hybridization that occurs between said probe 

and said cRNA; (i) detecting or measuring the mRNA 

of interest in the second sample by contacting the cRNA labeled with said 

second label with said polynucleotide probe capable of 

hybridizing to said cRNA of the mRNA of interest under conditions 

conducive to hybridization; and detecting any hybridization that 

occurs between said probe and said cRNA; and (j) comparing the mRNA of 

interest detected or measured in said first sample with the 

mRNA of interest detected or measured in said second sample. 
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DOCUMENT-IDENTIFIER; US 6197554 Bl 

TITLE; Method for generating full-length cDNA library from single cells 



Brief Summary Paragraph Right (7): 

On the other hand, the generation of amplified antisense RNA (aRNA) has 

been developed to increase transcriptional copy of 

specific mRNAs fi-om limited amount of cDNA library. The aRNA can be 

used for characterization of the expression pattern of certain 

gene transcripts in cells (O'Dell et.al., BioTechniques 25; 566-570 (1998)). 

By incorporating an oligo(dT)n primer coupled to a T7 

RNA polymerase promoter sequence (oligo(dT)n-promoter) during reverse 

transcription (RT), the single copy mRNA can be amplified up 

to two thousand folds by aRNA amplification (Eberwine et.al , Proc. Natl. 

Acad. Sci. USA 89:3010-3014 (1992)). The aRNAs prepared 

from single live neuron has been reported to cover 50-75% of total 

intracellular mRNA population (Eberwine et.al, (1992); Crino 

et.al., Proc. Natl. Acad. Sci. USA 93: 14152-14157 (1996)), indicating that 

the prevention of mRNA degradation in cells is 

required to achieve 1 00% coverage of mRNA amplification. Although these 
aRNA synthesis methods lead to the identification of some 
abundant mRNA markers from single cells, the rare mRNAs may not be 
assessable by the current aRNA methods (O'Dell et.al. (1998)), 
resulting in low completeness of cDNA library. 



5. Document ID: US 6 1 32997 A 20. A method according to claim 1 , wherein the first RNA is made by 

amplifying a mRNA by the steps of hybridizing to the poly(A) 
L7: Entry 5 of 24 tail of the mRNA a poly(T) oligonucleotide joined to an RNA polymerase 

File: USPT promoter sequence, reverse transcribing the mRNA to form 

single-stranded cDNA, converting the single-stranded cDNA to a 
Oct 1 7, 2000 double-stranded cDNA and transcribing the double-stranded cDNA to 

form the first RNA. 



DOCUMENT-IDENTIFIER: US 6132997 A 
TITLE: Method for linear mRNA amplification 



CLAIMS: 

26. A kit for use in linearly amplifying mRNA into antisense RNA, said kit 
comprising: an oligonucleotide promoter-primer 

comprising an RNA polymerase promoter sequence; and ddNTPs. 7. Document ID: US 61 1071 1 A 

L7: Entry 7 of 24 

File: USPT 
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DOCUMENT-IDENTIFIER: US 61 14152 A 
TITLE: Methods for making nucleic acids 



Brief Summary Paragraph Right (6): 

The invention provides methods and compositions for making nucleic acids. 

The general methods comprise the steps of adding a knovwi 

nucleotide sequence to the 3' end of a first RNA having a known sequence at 

the 5' end to form a second RNA and reverse 

transcribing the second RNA to form a cDNA. According to one 

embodiment, the first RNA is an amplified mRNA, the known sequence at 

the 5' end comprises a poly(T) sequence, the adding step comprises using a 

polyadenyltransferase to add a poiy(A) sequence to the 

3' end, and the reverse transcribing step is initiated at a duplex region 

comprising the poly(T) sequence hybridized to the 

poly(A) sequence. The resultant cDNA transcript may be single-stranded, 

isolated from the second RNA and optionally converted to 

double-stranded cDNA, preferably by a DNA polymerase initiating at a 

noncovalently joined duplex region. The cDNA may also be 

transcribed to form one or more third RNAs. In another embodiment, the first 

RNA is made by amplifying a mRNA by the steps of 

hybridizing to the poly{A) tail of the mRNA a poly(T) oligonucleotide joined 

to an RNA polymerase promoter sequence, reverse 

transcribing the mRNA to form single-stranded cDNA, converting the 

single-stranded cDNA to a double-stranded cDNA and transcribing 

the double-stranded cDNA to form the first RNA. 

Detailed Description Paragraph Right (10): 

In a more particular embodiment, the first RNA is itself made by amplifying 

an RNA, preferably a mRNA. For example, the first RNA 

may be made by amplifying a mRNA by the steps of hybridizing to the 

poIy(A) tail of the mRNA a poly(T) oligonucleotide joined to 

an RNA polymerase promoter sequence, reverse transcribing the mRNA to 

form single-stranded cDNA, converting the single-stranded 

cDNA to a double-stranded cDNA and transcribing the double-stranded 

cDNA to form the first RNA. FIG. 1 is a schematic of this 

serial mRNA amplification embodiment of the invention, highlighting 

individual steps of the method: 

CLAIMS: 



DOCUMENT-IDENTIFIER: US 61 1071 1 A 

TITLE; Method of defining cell types by probing comprehensive expression 
libraries with amplified RNA 



Detailed Description Paragraph Right (18): 

In a more particular embodiment, the first RNA is itself made by amplifying 

an RNA, preferably a mRNA. For example, the first RNA 

may be made by amplifying a mRNA by the steps of hybridizing to the 

po!y(A) tail of the mRNA a poly(T) oligonucleotide joined to 

an RNA polymerase promoter sequence, reverse transcribing the mRNA to 

form single- stranded cDNA, converting the single-stranded 

cDNA to a double-stranded cDNA and transcribing the double-stranded 

cDNA to form the first RNA. FIG. 3 is a schematic of this 

serial mRNA amplification embodiment of the invention, highlighting 

individual steps of the method: 

CLAIMS: 

16. A method according to claim 1 , wherein the mRNA is amplified by a 
method comprising the steps of adding a predetermined 

nucleotide sequence to the 3' end of a first RNA having a predetermined 

sequence at the 5' end to form a second RNA and reverse 

transcribing the second RNA to form a cDNA and wherein the cDNA is 

single-stranded and converted to a double-stranded cDNA by a 

method comprising the steps of contacting the RNA with a denaturant and 

contacting the single- stranded cDNA with a DNA polymerase 

and an oligonucleotide primer comprising a sequence complementary to the 3' 

end of the single-stranded cDNA and an RNA polymerase 

promoter, whereby the DNA polymerase initiates the conversion at a 

noncovalently joined duplex region of the 3' end of the 

single-stranded cDNA and the oligonucleotide primer. 

1 7. A method according to claim 1, wherein the mRNA is amplified by a 
method comprising the steps of adding a known predetermined 
nucleotide sequence to the 3' end of a first RNA having a predetermined 
sequence at the 5' end to form a second RNA and reverse 
transcribing the second RNA to form a cDNA and wherein the cDNA is 
single-stranded and converted to a double-stranded cDNA by a 

method comprising the steps of contacting the RNA with a denaturant and 

contacting the single-stranded cDNA with a DNA polymerase 

and an oligonucleotide primer comprising a sequence complementary to the 3' 

end of the single-stranded cDNA and an RNA polymerase 

promoter comprising SEQ ID NO: 1 joined to an upstream flanking sequence 

of about 3 to 100 nucleotides, whereby the DNA polymerase 

initiates the conversion at a noncovalently joined duplex region of the 3' end 

of the single-stranded cDNA and the oligonucleotide 

primer. 

20. A method according to claim 1 , wherein the mRNA is amplified by a 

method comprising the steps of adding a predetermined 

nucleotide sequence to the 3' end of a first RNA having a predetermined 



sequence at the 5' end to form a second RNA and reverse 

transcribing the second RNA to form a cDNA, wherein the first RNA is made 

by amplifying a mRNA by the steps of hybridizing to the 

poly{A) tail of the mRNA a polyCT) oligonucleotide joined to an RNA 

polymerase promoter sequence, reverse transcribing the mRNA to 

form single-stranded cDNA, converting the single-stranded cDNA to a 

double-stranded cDNA and transcribing the double-stranded cDNA 10. Document ID: US 5891 636 A 

to form the first RNA. 
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DOCUMENT-IDENTIFIER: US 6066457 A 
TITLE: Global amplification of nucleic acids 



DOCUMENT-IDENTIFIER: US 5891636 A 

TITLE: Processes for genetic manipulations using promoters 



Brief Summary Paragraph Right (7): 

Four steps are used in RAWTS: (1) first strand cDNA synthesis from total 
RNA or mRNA using oligo(dT) or an mRNA-specific oligo 
primer, dNTPs, and reverse transcriptase; (2) PCR, wherein one or both 
primers contain a T7 phage promoter attached to a sequence 
complementary to the region to be amplified; (3) transcription of the cDNA 
strand with T7 RNA polymerase; and (4) reverse 

transcriptase-mediated dideoxy sequencing of the resultant mRNA transcript. 



CLAIMS: 

25. A method as claimed in claim 24 for global PCR-based amplification of a 
collection of single stranded cDNA molecules 

synthesised as first strand cDNA from cellular transcript mRNA, wherein said 1 1 . Document ID: US 5869248 A 

PCR-amplified cDNA product includes a promoter 

sequence matched to the selected RNA polymerase, said promoter sequence L7: Entry 1 1 of 24 

being incorporated by inclusion in primers used in carving File: USPT 

out said first random priming operation and providing at least part of said first 

known nucleotide sequence. Feb 9, 1999 



DOCUMENT-IDENTIFIER: US 5869248 A 

TITLE: Targeted cleavage of RNA using ribonuclease P targeting and 
cleavage sequences 
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DOCUMENT-IDENTIFIER: US 5922545 A 
TITLE: In vitro peptide and antibody display libraries 



Detailed Description Paragraph Right { 1 23): 

Polysomes expressing a library of peptides were screened for binding to the 

D32.39 mAb. An in vitro system was programmed with DNA 

containing 10.sup.l2 different decacodons, incubated and polysomes were 

isolated and added to microti ter wells containing the 

immobilized mAb D32.39. Following affinity selection, the bound mRNA 

was recovered and copied to CDNA using reverse transcriptase 

and amplified by PCR using primers that included the sequences for the 

promoter and leader regions of T7 RNA polymerase. A portion 

of the amplified DNA product was then added to the S30 system for a 

subsequent round of in vitro synthesis and affinity selection. 



Detailed Description Paragraph Right (80): 

In order to test the abilities of EGSs derived from the individual variants 
selected above for CAT mRNA targeting, sequences 

corresponding to the EGS segment of each chimeric tRNA were amplified by 
PCR using primers SEC-1 A (Sequence ID No. 2) and SEC- IT 
(TAATACGACTCACTATAGGCCAACTGAGCAGAC, Sequence ID No. 
16), which contains a promoter sequence for T7 polymerase, and RNAs were 
transcribed with T7 RNA polymerase. EGS-directed CAT mRNA cleavage 
was assayed in 10 .mu.l of 50 mM Tris-Cl, pH 7.5, 10 mM 
MgCl.sub.2 100 nM NH.sub.4 CI containing 0.25 pmol (1000 cpm) of 
substrate RNA and 1 or 5 pmol of EGS RNAs. Reaction mixtures were 
incubated at 37.degree. C. for 30 min with 1 0 units of RNase P from HeLa 
cells, followed by electrophoresis in 5 % 
polyacrylamide/7M urea gels. 
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DOCUMENT-IDENTIFIER: US 5728521 A 

TITLE: Targeted cleavage of RNA using eukaryotic ribonuclease P and 
external guide sequence 



Detailed Description Paragraph Right (75): 

In order to test the abilities of EGSs derived from the individual variants 
selected above for CAT mRNA targeting, sequences 
corresponding to the EGS segment of each chimeric tRNA were amplified by 
PCR using primers SEC-1 A (Sequence ID No. 2) and SEC- IT 
(TAATACGACTCACTATAGGCCAACTGAGCAGAC, Sequence ID No. 
16), which contains a promoter sequence for T7 polymerase, and RNAs were 
transcribed with T7 RNA polymerase. EGS -directed CAT mRNA cleavage 
was assayed in 10 .mu.I of 50 mMTris-Cl, pH 7.5, 10 mM 
MgCl.sub.2 100 mM NH.sub.4 CI containing 0.25 pmol (1000 cpm) of 
substrate RNA and 1 or 5 pmol of EGS RNAs. Reaction mixtures were 
incubated at 37.degree. C. for 30 min with 10 units of RNAase P from HeLa 
cells, followed by electrophoresis in 5% 
polyacrylamide/7M urea gels. 



polymerase II to yield a (-) strand RNA molecule 

carrying the active form of the subgenomic promoter and subsequent 

subgcnomic transcription of the gene to yield active, (+) sense 

mRNA by RNA-dependent RNA polymerase activity, and then translation of 

the subgenomic transcript to produce the polypeptide 

encoded by the structural gene. The host polll transcription can be controlled 

by a constitutive, inducible or derepressible poll I 

promoter. 
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File: USPT 

Feb 10, 1998 



DOCUMENT-IDENTIFIER: US 5716785 A 

TITLE: Processes for genetic manipulations using promoters 



Brief Summary Paragraph Right (7): 

Four steps are used in RAWTS: (I) first strand cDNA synthesis from total 
RNA or mRNA using oligo(dT) or an mRNA-specific oligo 
primer, dNTPs, and reverse transcriptase; (2) PCR, wherein one or both 
primers contain a T7 phage promoter attached to a sequence 
complementary to the region to be amplified; (3) transcription of the cDNA 
strand with T7 RNA polymerase; and (4) reverse 

transcriptase-mediated dideoxy sequencing of the resultant mRNA transcript. 



DOCUMENT-IDENTIFIER: US 5633447 A 

TITLE: Plant tissue comprising a subgenomic promoter 



Brief Summary Paragraph Right (12): 

It is a further object of the invention to provide a method for the amplified 

gene expression in transformed cells composed of the 

steps of introducing into a desired host cell a recombinant DNA molecule 

containing a subgenomic promoter from a (+) strand RNA 

virus and a structural gene, wherein expression of the gene is under the 

regulatory control of the subgenomic promoter and wherein 

the expression of that gene depends on transcription by host cellular RNA 

polymerase II to yield a (-) strand RNA molecule 

carrying the active form of the subgenomic promoter and subsequent 

subgenomic transcription of the gene to yield active, (+) sense 

mRNA by RNA-dependent RNA polymerase activity, and then translation of 

the subgenomic transcript to produce the polypeptide 

encoded by the structural gene. The host poll I transcription can be controlled 

by a constitutive, inducible or derepressible poIII 

promoter. 
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DOCUMENT-IDENTIFIER: US 5670353 A 
TITLE: Subgenomic promoter 



Brief Summary Paragraph Right (12): 

It is a further object of the invention to provide a method for the amplified 

gene expression in transformed cells composed of the 

steps of introducing into a desired host cell a recombinant DNA molecule 

containing a subgenomic promoter from a (+) strand RNA 

virus and a structural gene, wherein expression of the gene is under the 

regulatory control of the subgenomic promoter and wherein 

the expression of that gene depends on transcription by host cellular RNA 
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DOCUMENT-IDENTIFIER: US 5624824 A 

TITLE: Targeted cleavage of RNA using eukaryotic ribonuclease P and 
external guide sequence 

Detailed Description Paragraph Right (71): 

In order to test the abilities of EGSs derived fix)m the individual variants 
selected above for CAT mRNA targeting, sequences 
corresponding to the EGS segment of each chimeric tRNA were amplified by 
PCR using primers SEC-1 A (Sequence ID No. 2) and SEC- IT 
(TAATACGACTCACTATAGGCCAACTGAGCAGAC, Sequence ID No. 
16), which contains a promoter sequence for T7 polymerase, and RNAs were 
transcribed with T7 RNA polymerase. EGS-directed CAT mRNA cleavage 
was assayed in 10 .mu.I of 50 mM Tris-Cl, pH 7.5, 10 mM 
MgCl.sub.2 100 mM NH.sub.4 CI containing 0.25 pmol (1000 cpm) of 
substrate RNA and I or 5 pmol of EGS RNAs. Reaction mixtures were 



incubated at 37.degrec. C. for 30 min with 1 0 units of RNAase P from HeLa 1 9. Document ID: US 627 1 002 B 1 

ceils, followed by electrophoresis in 5% 

polyacrylamide/7M urea gels. L7: Entry 19 of 24 

File: DWPI 

Aug 7, 2001 
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DOCUMENT-IDENTIFIER: US 5545522 A 

TITLE: Process for amplifying a target polynucleotide sequence using a 
single primer-promoter complex 

Brief Summary Paragraph Right (7): 

Four steps are used in RAWTS: (1) first strand cDNA synthesis from total 
RNA or mRNA using oligo(dT) or an mRNA-specific oligo 
primer, dNTPs, and reverse transcriptase; (2) PCR, wherein one or both 
primers contain a T7 phage promoter attached to a sequence 
complementary to the region to be amplified; (3) transcription of the cDNA 
strand with T7 RNA polymerase; and (4) reverse 

transcriptase-mediated dideoxy sequencing of the resultant mRNA transcript. 



DERWENT-ACC-NO: 2001-624273 
DERWENT-WEEK: 200172 

COPYRIGHT 2002 DERWENT INFORMATION LTD 

TITLE: Amplifying and detecting RNA derived from a population of cells by 
employing a primer that contains an RNA polymerase 
promoter in a polymerase chain reaction 

Basic Abstract Text: 

NOVELTY - Amplifying (I) at least one mRNA in a sample containing 
different mRNAs comprises employing a primer that contains an 
RNA polymerase promoter in a polymerase chain reaction (PCR). 

Basic Abstract Text: 

DETAILED DESCRIPTION - Amplifying (I) at least one mRNA in a sample 
containing different mRNAs comprises employing a primer that 
contains an RNA polymerase promoter in a polymerase chain reaction (PCR). 
The method comprises: 

Basic Abstract Text (1): 

NOVELTY - Amplifying (I) at least one mRNA in a sample containing 
different mRNAs comprises employing a primer that contains an 
RNA polymerase promoter in a polymerase chain reaction (PCR). 

Basic Abstract Text (2): 

DETAILED DESCRIPTION - Amplifying (I) at least one mRNA in a sample 
containing different mRNAs comprises employing a primer that 
contains an RNA polymerase promoter in a polymerase chain reaction (PCR). 
The method comprises: 
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TITLE: Subgenomic promoter 
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Brief Summary Paragraph Right (12): 

It is a further object of the invention to provide a method for the amplified 

gene expression in transformed cells composed of the 

steps of introducing into a desired host cell a recombinant DN A molecule 

containing a subgenomic promoter from a (+) strand RNA 

virus and a structural gene, wherein expression of the gene is under the 

regulatory control of the subgenomic promoter and wherein 

the expression of that gene depends on transcription by host cellular RNA 

polymerase II to yield a (-) strand RNA molecule 

carrying the active form of the subgenomic promoter and subsequent 

subgenomic transcription of the gene to yield active, (+) sense 

mRNA by RNA-dependent RNA polymerase activity, and then translation of 

the subgenomic transcript to produce the polypeptide 

encoded by the structural gene. The host poll I transcription can be controlled 

by a constitutive, inducible or derepressible poll I 

promoter. 
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COPYRIGHT 2002 DERWENT INFORMATION LTD 

TITLE: Gene expression assay for analyzing gene expression, involves 
providing array of nucleic acid mixtures at addressable 
locations on substrate and exposing array to probe for detecting nucleic acid 
molecules on array 

Basic Abstract Text: 

(5) producing (M4) a mixture of mRNA-derived nucleic acid molecules, 
involves isolating an RNA sample from a specimen, obtaining 
one or more RNA templates from a portion of the RNA sample, hybridizing 
the templates with a first primer to form a primed 

template, where the first primer comprises an antisense sequence of an RNA 

polymerase promoter, synthesizing first strand cDNA 

from the primed template, hybridizing the first strand cDNA with a second 

primer to form a switched template, where the second 

primer has a 5' end and a 3' end and comprises a string of dC residues at the 

3' end, synthesizing second strand cDNA from the 

switched template to generate full-length double stranded cDNA, transcribing 

antisense (aRNA) from the full-length double stranded 

cDNA, and reverse transcribing amplified cDNA from the transcribed aRNA; 



and 

Basic Abstract Text (7): 

(5) producing (M4) a mixture of mRNA-derived nucleic acid molecules, 
involves isolating an RNA sample from a specimen, obtaining 
one or more RNA templates from a portion of the RNA sample, hybridizing 
the templates with a first primer to form a primed 

template, where the first primer comprises an antisense sequence of an RNA 

polymerase promoter, synthesizing first strand cDNA 

from the primed template, hybridizing the first strand cDNA with a second 

primer to form a switched template, where the second 

primer has a 5' end and a 3' end and comprises a string of dG residues at the 

3' end, synthesizing second strand cDNA from the 

switched template to generate full-length double stranded cDNA, transcribing 

antisense (aRNA) from the full-length double stranded 

cDNA, and reverse transcribing amplified cDNA from the transcribed aRNA; 

and 
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DERWENT-ACC-NO: 2001-006137 
DER WENT- WEEK: 200101 

COPYRIGHT 2002 DERWENT INFORMATION LTD 

TITLE: Improved methods for linearly amplifying mRNA to produce 
antisense RNA, comprise employing a single reaction mixture where 
the separation of the double-stranded cDNA from the reverse transcriptase is 
not required 

Basic Abstract Text: 

(4) a kit for use in linearly amplifying mRNA into antisense RNA comprising 
an oligonucleotide promoter-primer having an RNA 
polymerase promoter sequence, and ddNTPs. 

< u>Basic Abstract Text (15); 

(4) a kit for use in linearly amplifying mRNA into antisense RNA comprising 
an oligonucleotide promoter-primer having an RNA polymerase promoter 
sequence, and 
ddNTPs. 
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COPYRIGHT 2002 DERWENT INFORMATION LTD 

TITLE: Generating a complete full-length cDNA library from single cells for 
use in gene chip technology, involves reverse 

transcribing intracellular mRNAs, adding polynucleotide tail and amplifying 
formed cDNAs 

Basic Abstract Text; 

An INDEPENDENT CLAIM is also included for a method (M2) for 

performing (P) an improved full-length cDNA library synthesis, which 

involves preventing a number of mRNAs from degradation, where the 

mRNAs are preserved to be intact in cells, generating a number 

of cDNAs from the mRNA, where the cDNAs are reverse-transcribed from 

the mRNAs, permitting the cDNAs to form a number of 

poly(N)- tailed cDN As, where the poly (N)-tai led cDN A contains a full-length 

cDNA sequence flanked with an RNA polymerase promoter 

in the 5'-end and a polynucleotide tail in the 3 '-end and amplifying the 

poly (N)- tailed cDNAs by a number of promoter- and 

tail-dependent extension systems, and therefore providing a complete library 

of full-length cDNAs from the mRNAs. 

Basic Abstract Text (10): 

An INDEPENDENT CLAIM is also included for a method (M2) for 

performing (P) an improved full-length cDNA library synthesis, which 

involves preventing a number of mRNAs from degradation, where the 

mRNAs are preserved to be intact in cells, generating a number 

of cDNAs from the mRNA, where the cDNAs are reverse-transcribed from 

the mRNAs, permitting the cDNAs to form a number of 

poly(N)-tailed cDNAs, where the poly(N)- tailed cDNA contains a full-length 

cDNA sequence flanked with an RNA polymerase promoter 

in the 5 '-end and a polynucleotide tail in the 3 '-end and amplifying the 

poly(N)-tailed cDNAs by a number of promoter- and 

tail -dependent extension systems, and therefore providing a complete library 

of full-length cDNAs from the mRNAs. 
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COPYRIGHT 2002 DERWENT INFORMATION LTD 

TITLE: Sub tractive hybridisation probe production - by generation of cDNA 
library, nucleic acid amplification, etc. 

Basic Abstract Text: 

The following are claimed:(l) production of a subtractive hybridisation probe, 
comprising: (a) synthesising a first 

double-stranded cDNA collection by treating a first mRNA population with a 

primer complex, where the primer is complementary to 

the RNA sequence and is operably linked to a first promoter region for 

transcription of the cDNA strand complementary to the 

primer; (b) transcribing the first cDNA into an ti -sense RNA by introducing a 

first RNA polymerase that binds to the first promoter 

region; (c) hybridising the anti -sense RNA to a second mRNA population, 

whereby an unhybridised subpopulation of the second RNA 

population is separated; (d) generating a second double-stranded cDNA 

collection from the unhybridised subpopulation using a 

second primer complex comprising a second promoter region in an orientation 

for transcribing anti -sense RNA complementary to the 

unhybridised subpopulation, and (e) transcribing the second cDNA into a 

ribonucleotide probe by introducing a second RNA 

polymerase that binds to the second promoter region and transcribing RNA 

which is complementary to the mRNA in the unhybridised 

subpopulation of the second RNA population; (2) a method for making a 

cDNA library from a collection of mRNA molecules by: (a) 

hybridising one or more primer complexes to the mRNAs, where each 

complex comprises an oligonucleotide primer linked to a promoter 

sequence; (b) producing a collection of double- stranded cDNAs by extending 

the primers of any hybridisation duplexes formed 

between the mRNAs and the complexes, where each double-stranded cDNA 



comprises a first cDNA strand which is complementary to one 

mRNA molecule and operably linked to the promoter, and a second strand 

which is complementary to the first cDNA strand operably 

linked to the promoter; (c) transcribing multiple copies of anti-sense RNA 

from the second strand; and (d) preparing a cDNA 

library from the anti-sense RNA copies; (3) a process for amplifying at least 1 
target nucleic acid sequence, comprising: (a) 

synlhesising a double-stranded nucleic acid by: (i) hybridising a primer 

complex to the target nucleic acid sequence and extending 

the primer complex to form a first DNA strand complementary to the target 

sequence, where the primer complex comprises a promoter 

and a primer region complementary to the target nucleic acid sequence, and 

(ii) synthesising a second DNA strand complementary to 

the first DNA strand without using an exogenous primer complementary to 

the first DNA strand, and (b) transcribing copies of RNA 

initiated from the promoter region of the primer complex, where the copies of 

RNA are complementary to the second DNA strand; (4) 

a process for detecting expression of at least I gene in a preselected cell 

population, comprising: (a) synthesising 

double-stranded complementary deoxyribonucleic acid (cDNA) by: (i) 

hybridising a primer complex comprising a promoter and a 

polythymidylate (poly(dT)) region complementary to mRNA present in the 

cell population, (ii) extending the primer complex to form 

a first cDNA strand, and (iii) synthesising a second cDNA strand 

complementary to the first cDNA strand without using an exogenous 

primer complementary to the first cDNA strand; (b) transcribing the 

double-stranded cDNA into anti-sense RNA (aRNA); and (c) 

determining the presence of aRNA corresponding to the gene or genes, where 

the presence of aRNA complementary to a gene 

corresponds to expression of a gene; (5) a method for sub tractive 

hybridisation comprising: (a) binding a primer to sense RNA 

molecules in a first population, where the primer is operably linked to a 

promoter sequence in an anti-sense orientation; (b) 

synthesising a first complementary DNA (cDNA) strand by elongation fi-om 

the primer; (c) synthesising a second cDNA strand without 

using an exogenous primer complementary to the first strand, whereupon a 

functional promoter is generated; (d) initiating RNA 

synthesis fi-om the promoter by adding RNA polymerase, whereby an ti -sense 

RNA (aRNA) is produced; (e) introducing the aRNA in molar 

excess to a second population of sense RNA molecules, whereby 

complementary RNA sequences fi^om the two populations hybridise, and 

(f) isolating remaining single-stranded sense RNA; (6) a method for detecting 

the expression in one or more cells of at least 1 

gene, comprising: (a) hybridising a primer complex to RNA molecules in a 

population of RNA molecules from the cell, where the 

primer complex comprises a promoter sequence and a primer sequence 

complementary to at least 1 RNA in the population; (b) 

synthesising a first complementary DNA (cDNA) strand by elongation from 

the primer; (c) synthesising a second complementary cDNA 

strand without using an exogenous primer complementary to the first cDNA 

strand, where a functional promoter is generated; (d) 

initiating RNA synthesis from the promoter by adding RNA polymerase, 

thereby producing amplified anti -sense RNA (aRNA); and (e) 

detecting the presence of aRNA complementary to the mRNA transcribed 

from the gene and relating the presence of the aRNA to the 

expression of the gene in the cell; (7) a method for amplifying a brain cell 

mRNA, comprising: (a) introducing into a brain cell a 

reaction mixture comprising: (i) a primer complex operably bound to a 

promoter sequence in the anti-sense orientation, ii) reverse 

transcriptase, and iii) dATP, dCTP, dGTP, and dTTP, thereby generating a 

first strand cDNA; (b) harvesting the brain cell; (c) 

precipitating nucleic acids from the brain cell and recovering the first strand 

cDNA; (d) synthesising second strand cDNA without 

using an exogenous primer complementary to the first cDNA strand, and (e) 

initiating transcription by adding RNA polymerase, rATP, 

rCTP, rGTP and UTP, whereby anti-sense RNA is produced and a brain cell 

mRNA is amplified; (8) a process for determining the level 

of expression of at least 1 mRNA in a preselected cell or cell population 

relative to the level of expression of the other mRNAs 

in the same cell or cell population, comprising: (a) adding a primer complex 

to a mixture comprising a population of mRNAs from 

the preselected cell or cell population, the primer complex comprising (i) a 

primer sequence complementary to the mRNAs, and (ii) 

a promoter sequence in antisense orientation, whereupon the primer complex 

hybridises to the mRNAs; (b) synthesising 

double-stranded complementary deoxyribonucleic acid (cDNA) by (i) 

extending the hybridised primer complexes to produce first 

strand cDNAs, (ii) synthesising second strand cDNAs without using an 



exogenous primer, where the second strand comprises the 

promoter sequence in sense orientation; (c) transcribing multiple copies of 

antisense RNA (aRNA) initiated from the promoter 

region of the primer complexes to produce a population of aRNAs, and (d) 

analysing the population of aRNAs to determine the level 

of representation of a specific aRNA sequence relative to other aRNA 

sequences within the population of aRNAs, where the amount of 

a specific aRNA in a population of aRNAs corresponds to the amount of the 

corresponding nJlNA in the population of nfiRNAs, and (9) a 

process for comparing mRNA expression in different tissues or different 

physiological states of the same tissue analogically to 

(8). 

Basic Abstract Text(l): 

The following are claimed:(l) production of a subtractive hybridisation probe, 
comprising: (a) synthesising a first 

double-stranded cDNA collection by treating a first mRNA population with a 

primer complex, where the primer is complementary to 

the RNA sequence and is operably linked to a first promoter region for 

transcription of the cDNA strand complementary to the 

primer; (b) transcribing the first cDNA into anti-sense RNA by introducing a 

first RNA polymerase that binds to the first promoter 

region; (c) hybridising the anti-sense RNA to a second mRNA population, 

whereby an unhybridised subpopulation of the second RNA 

population is separated; (d) generating a second double-stranded cDNA 

collection from the unhybridised subpopulation using a 

second primer complex comprising a second promoter region in an orientation 

for transcribing anti-sense RNA complementary to the 

unhybridised subpopulation, and (e) transcribing the second cDNA into a 

ribonucleotide probe by introducing a second RNA 

polymerase that binds to the second promoter region and transcribing RNA 

which is complementary to the mRNA in the unhybridised 

subpopulation of the second RNA population; (2) a method for making a 

cDNA library from a collection of mRNA molecules by: (a) 

hybridising one or more primer complexes to the mRNAs, where each 

complex comprises an oligonucleotide primer linked to a promoter 

sequence; (b) producing a collection of double-stranded cDNAs by extending 

the primers of any hybridisation duplexes formed 

between the mRNAs and the complexes, where each double-stranded cDNA 

comprises a first cDNA strand which is complementary to one 

mRNA molecule and operably linked to the promoter, and a second strand 

which is complementary to the first cDNA strand operably 

linked to the promoter; (c) transcribing multiple copies of anti-sense RNA 

from the second strand; and (d) preparing a cDNA 

library from the anti-sense RNA copies; (3) a process for amplifying at least 1 
target nucleic acid sequence, comprising: (a) 

synthesising a double-stranded nucleic acid by: (i) hybridising a primer 

complex to the target nucleic acid sequence and extending 

the primer complex to form a first DNA strand complementary to the target 

sequence, where the primer complex comprises a promoter 

and a primer region complementary to the target nucleic acid sequence, and 

(ii) synthesising a second DNA strand complementary to 

the first DNA strand without using an exogenous primer complementary to 

the first DNA strand, and (b) transcribing copies of RNA 

initiated from the promoter region of the primer complex, where the copies of 

RNA are complementary to the second DNA strand; (4) 

a process for detecting expression of at least 1 gene in a preselected cell 

population, comprising: (a) synthesising 

double-stranded complementary deoxyribonucleic acid (cDNA) by: (i) 

hybridising a primer complex comprising a promoter and a 

polythymidylate (poly(dT)) region complementary to mRNA present in the 

cell population, (ii) extending the primer complex to form 

a first cDNA strand, and (iii) synthesising a second cDNA strand 

complementary to the first cDNA strand without using an exogenous 

primer complementary to the first cDNA strand; (b) transcribing the 

double-stranded cDNA into anti-sense RNA (aRNA); and (c) 

determining the presence of aRNA corresponding to the gene or genes, where 

the presence of aRNA complementary to a gene 

corresponds to expression of a gene; (5) a method for subtractive 

hybridisation comprising: (a) binding a primer to sense RNA 

molecules in a first population, where the primer is operably linked to a 

promoter sequence in an anti-sense orientation; (b) 

synthesising a first complementary DNA (cDNA) strand by elongation from 

the primer; (c) synthesising a second cDNA strand without 

using an exogenous primer complementary to the first strand, whereupon a 

functional promoter is generated; (d) initiating RNA 

synthesis from the promoter by adding RNA polymerase, whereby anti-sense 

RNA (aRNA) is produced; (e) introducing the aRNA in molar 



excess to a second population of sense RNA molecules, whereby 
complementary RNA sequences from the two populations hybridise, and 
(0 isolating remaining single-stranded sense RNA; (6) a method for detecting 
the expression in one or more cells of at least 1 

gene, comprising: (a) hybridising a primer complex to RNA molecules in a 

population of RNA molecules from the cell, where the 

primer complex comprises a promoter sequence and a primer sequence 

complementary to at least I RNA in the population; (b) 

synthesising a first complementary DNA (cDNA) strand by elongation from 

the primer; (c) synthesising a second complementary cDNA 

strand without using an exogenous primer complementary to the first cDNA 

strand, where a functional promoter is generated; (d) 

initiating RNA synthesis from the promoter by adding RNA polymerase, 

thereby producing amplified anti-sense RNA (aRNA); and (e) 

detecting the presence of aRNA complementary to the mRNA transcribed 

from the gene and relating the presence of the aRNA to the 

expression of the gene in the cell; (7) a method for amplifying a brain cell 

mRNA, comprising: (a) introducing into a brain cell a 

reaction mixture comprising: (i) a primer complex operably bound to a 

promoter sequence in the an ti -sense orientation, ii) reverse 

transcriptase, and iii) dATP, dCTP, dGTP, and dTTP, thereby generating a 

first strand cDNA; (b) harvesting the brain cell; (c) 

precipitating nucleic acids from the brain cell and recovering the first strand 

cDNA; (d) synthesising second strand cDNA without 

using an exogenous primer complementary to the first cDNA strand, and (e) 

initiating transcription by adding RNA polymerase, rATP, 

rCTP, r<jTP and UTP, whereby anti-sense RNA is produced and a brain cell 

mRNA is amplified; (8) a process for determining the level 

of expression of at least 1 mRNA in a preselected cell or cell population 

relative to the level of expression of the other mRNAs 

in the same cell or cell population, comprising: (a) adding a primer complex 

to a mixture comprising a population of mRNAs from 

the preselected cell or cell population, the primer complex comprising (i) a 

primer sequence complementary to the mRNAs, and (ii) 

a promoter sequence in an ti sense orientation, whereupon the primer complex 

hybridises to the mRNAs; (b) synthesising 

double-stranded complementary deoxyribonucleic acid (cDNA) by (i) 

extending the hybridised primer complexes to produce first 

strand cDNAs, (ii) synthesising second strand cDNAs without using an 

exogenous primer, where the second strand comprises the 

promoter sequence in sense orientation; (c) transcribing multiple copies of 

antisensc RNA (aRNA) initiated from the promoter 

region of the primer complexes to produce a population of aRNAs, and (d) 

analysing the population of aRNAs to determine the level 

of representation of a specific aRNA sequence relative to other aRNA 

sequences within the population of aRNAs, where the amount of 

a specific aRNA in a population of aRNAs corresponds to the amount of the 

corresponding mRNA in the population of mRNAs, and (9) a 

process for comparing mRNA expression in different tissues or different 

physiological states of the same tissue analogically to 

(8). 



fragments by electrophoresis 
Equivalent Abstract Text: 

Simultaneous sequence-specific identification of monas comprises (a) 

isolating a mRNA population, (b) preparing double stranded 

cDNAs using a mixt. of 1 2 anchor primers to produce a cDNA sample, (c) 

cleaving the cDNA sample with the restriction endonuclease 

Mspl and NotI, (d) inserting the cDNA cleaved sample into a vector in such 

an orientation that is antisense with respect to a T3 

promoter within the vector, which is the plasmid pBCSK+ cleaved with Clal 

and Notl, (e) transforming E, coli with the vector into 

which the cleaved cDNA has been inserted to produce cloned inserts, (0 

generating linearised Augments of the cloned inserts by 

different restriction endonuclease treatment, (g) generating a cRNA prepn. of 

antisense cRNA transcripts by incubation with a T3 

RNA polymerase, (h) dividing the prepn. into 16 subpods and transcribing 

first strand cDNA using a thermostable reverse 

transcriptase, (i) using the transcription product as a template for PGR, and (j) 
resolving the PGR amplified fragments by 

electrophoresis to display bond representing the 3* ends of monas in the 
sample. 

Equivalent Abstract Text (1): 

Simultaneous sequence-specific identification of monas comprises (a) 

isolating a mRNA population, (b) preparing double stranded 

cDNAs using a mixt. of 1 2 anchor primers to produce a cDNA sample, (c) 

cleaving the cDNA sample with the restriction endonuclease 

Mspl and Notl, (d) inserting the cDNA cleaved sample into a vector in such 

an orientation that is antisense with respect to a T3 

promoter within the vector, which is the plasmid pBCSK+ cleaved with Glal 

and Notl, (e) transforming E. coli with the vector into 

which the cleaved cDNA has been inserted to produce cloned inserts, (0 

generating linearised fragments of the cloned inserts by 

different restriction endonuclease treatment, (g) generating a cRNA prepn. of 

antisense cRNA transcripts by incubation with a T3 

RNA polymerase, (h) dividing the prepn. into 16 subpods and transcribing 

first strand cDNA using a thermostable reverse 

transcriptase, (i) using the transcription product as a template for PGR, and (j) 
resolving the PGR amplified fragments by 

electrophoresis to display bond representing the 3' ends of monas in the 
sample. 
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TITLE: Simultaneous sequence-specific identification of mRNAs - by 
transcribing cDNA from the mRNA, carrying out PGR and resolving 
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